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P-354      **Cross-genome analysis of herpesviruses**   MAR ALBA^1^, Rhiju Das^2^, Christine Orengo^3^, Paul Kellam^l^    ^1^Wohl Virion Centre, Department of Molecular Pathology, Windeyer Institute, University College London   ^2^Department of Mathematics, University College London   ^3^Department of Biochemistry and Molecular Biology, University College, London        Herpesviruses represent a diverse group of double stranded DNA viruses, of which to date 24 complete genomic sequences have been determined. We have used sequence comparison and protein sequence clustering methods to build up herpesvirus protein homologous families from complete genomes. A total of 1,692 proteins were clustered into 243 multi-protein families and 196 singleton families. The sequence regions conserved in the different families were identified and stored as sequence alignments and a function was assigned, whenever possible, to the protein cluster. The phylogenetic distribution within the families was stored in the form of phylogenetic profiles, where the presence or absence in the genome was expressed as 1 or 0, respectively. From the phylogenetic profiles we determine how many functions were conserved in different lineages and sublineages. We also use them to construct phylogenetic trees based on function conservation, using distance and maximum parsimony methods. The trees mostly agreed with molecular sequence comparison based methods although there were some differences in the gammaherpesviruses part. Herpesvirus protein families can be accessed online at hppt://www.biochem.ucl.ac.uk/bsm/virus_database. They will be an integral part of a virus database which is in construction at University College London, and which will also include data on viral protein structures and gene expression.        P-355      **Diagnosis of Enteroviral meningitis by using PCR and cell culture**   SELIM BADUR, Sibel Degim Horasanli, Salih Türkoglu, Gülden Yilmaz  Istanbul Faculty of Medicine, Department of Microbiology, Istanbul, 34390, Turkey        Enteroviruses (EV) of picornaviridae family are important human pathogens. Neurological infections with the nonpolio enteroviruses are common and important causes of morbidity in both children and adults. Distinguishing enterovirus related infections from those due to bacteria or other viruses is important for prognostic, therapeutic and epidemiological purposes.  In this study, the cerebrospinal fluid (CSF) and additionally pharyngeal swab in 10 cases of 50 children with mean age 46.5 (2--132) month, which have been diagnosed with aseptic meningitis, have been evaluated in terms of enterovirus existence. The EV existence has been investigated via conventional cell culture method and nested PCR method and the results have been compared. In 9 cases of 50 children (18%) EV has been produced in the cell culture. On the other hand, in 15 CSF samples (30%) the EV existence has been demonstrated by using PCR method. In 6 (12%) CSF samples, which PCR were positive, EV were not produced in cell culture. Among the 10 pharyngeal swab sample EV has been produced in 5 samples by cell culture. Also in these cases EV existence has been demonstrated by PCR in CSF samples. PCR was not performed in pharyngeal samples. Comparative sensitivity of PCR to the cell culture has been found as 100% and specifity is 85%. Positive predictive value and negative predictive value of PCR has been found 85% and 100% respectively.  In conclusion our study showed that the PCR is faster and more sensitive than conventional cell culture method in the diagnosis of enteroviral aseptic meningitis.        P-356      **HIV-1 subtypes in England and Wales**   KATRINA BARLOW^1^, Murphy^1^, K Lewis^1^, P Rogers^2^, S Cliffe^3^, C McGarrigle^3^, A Nicoll^3^, J V Parry^l^ and J P Clewley^1^    ^1^Hepatitis and Retrovirus Laboratory, CPHL   ^2^PHLS Statistics Unit   ^3^Communicable Disease Surveillance Centre        HIV-1 infections with non-B subtypes are known to exist in the UK, but their importance is uncertain. The national unlinked anonymous HIV survey allows a minimally biased estimate of the relative prevalence of HIV-1 subtypes.  Subtype was determined for 893 specimens examined during 1997 according to a proven algorithm which incorporated both serotyping and genotyping methods. Viral RNA was characterised by RT-PCR and heteroduplex mobility assay, and in selected cases by sequencing.  621 (69.5%) specimens allocated to an HIV exposure group were subtyped. Only 3 of 355 specimens from homo-/bisexual men and 1 of 18 from IDUs were of non-B subtype. In contrast, of 88 antenatal specimens 42 were subtype A and 20 C. Among heterosexual GUM clinic attenders, 32 of 81 infections in males and 48 of 79 in females were non-B; these non-B infections were rarer among those born in the UK/Europe (5/35 males; 9/26 females). In total 20.3% (126/621) of specimens subtyped were subtypes A and C, and 4.3% (27) were subtypes D to G. The majority of infections in homo-/bisexual men are with subtype B whereas in heterosexuals they are with non-B subtypes.  This work allows us to estimate that there are −7,500 non-B infections in the UK. Immigration patterns suggest that this part of the UK epidemic is mainly driven by the epidemics in eastern and southern Africa. Bridging transmissions between immigrant populations most exposed to non-B subtypes and the indigenous population, most at risk of B subtype infections, are occurring, but infrequently.        P-357      **HPV infection in cervical intraepithelial Neoplasia cases in Thailand**   PARVAPAN BHATTARAKOSOL^1^, M Lertworapreecha^1^, N Kitkumthorn^1^ S Niruthisard^2^    ^1^Department of Microbiology, Chulalongkorn University, Bangkok 10330, Thailand   ^2^Department of Obstetrics and Gynecology, Faculty of Medicine, Chulalongkorn University, Bangkok 10330, Thailand        HPV infection is known to associate with cervical cancer development. Precancerous lesions named cervical intraepithelial neoplasia (CIN) are devided into 3 grades, i.e., CIN-I, CIN-II and CIN-III. Here, HPV infection determining by PCR and dot hybridization was observed in those 3 different grades of formalin-fixed parraffin embedded tissues. The HPV infection was demonstrated in 35.71% (10/28) of CIN-I, 36.8% of CIN-II and 67.86% (76/112) of CIN-III. Using type specific probes for HPV-6, 11, 16, 18 and 33, all CIN-I were untyped. Two cases of CIN-II were detected either HPV-6 or HPV-18. Among those CIN-III, HPV-16 was the most prevalent type (47.37%) followed by HPV-18 (15.79%), HPV-33 (6.58%), HPV-6 (5.26%) and HPV-11 (2.63%). Mixed infection was identified; 2 cases with HPV 16&33; 5 cases with HPV-16&18, one case with HPV-16&18&33. Our data confirm the association between high-risk types of HPV infection and developing CIN-III grade.        P-358      **High prevalence of viruses related to the circoviridae family in French blood donors**   PHILIPPE BIAGINI, Houssam Attoui, Xavier de Lamballerie and Philippe de Micco  Unité des Virus Emergents, Laboratoire de Virologie Moléculaire, Etablissement Frangais du Sang Alpes-Méditerranée, Marseille, France, Laboratoire de Virologie Moléculaire, Tropicale et Transfusion nelle, Faculté de Médecine, Marseille, France        TT virus (TTV) is a non-enveloped DNA virus, distantly related to the Circoviridae family. We recently demonstrated that the combination of three PCR systems permitted to reach up to 80% TTV DNA positivity in French blood donors population; however, only 27% of this population tested positive simultaneously for the three amplification systems.  In order to design PCR systems not genotype restricted, we first analysed a panel of full length TTV genomic sequences exhibiting a high degree of sequence divergence. This panel included two French human isolates we characterised using a new and simple protocol for sequencing GC-rich genomic regions. This permitted to design two PCR systems located in conserved non coding regions of the genomes. When applied to TTV DNA detection in blood donors plasma samples, a high percentage of positivity (\>75%) was reached for each of the two PCR systems.  By primer extension of an highly divergent partial sequence, we characterised a new viral group distantly related to the TTV family. A prevalence study realized with specific PCR primers revealed that this new DNA virus was detectable in French blood donors in the same high proportions than those described for TT virus. Partial sequences analysis revealed a high degree of sequence diversity and the possible classification into several genotypes. We also demonstrated that this new viral family was detectable in PBMC, saliva or stool samples.        P-359      **Emergence of G9 human rotaviruses in Argentina**   KARIN BOK^1^, G. Palacios^1^, C. Malimaci^2^, J. Gomez^3^    ^1^Servicio de Neurovirosis, Depto. de Virus, INEI-ANLIS "Carlos G. Malbran"   ^2^Laboratorio Central, Hospital Regional de Ushuaia, Tierra del Fuego   ^3^Laboratorio de Gastroenteritis Virales, Depto. de Virus, INEI-ANLIS "Carlos G. Malbran"        Rotaviruses are the major cause of severe gastroenteritis in young children worldwide. Although rotavirus vaccines currently under study include G1 to G4 specificities, there has been an increase in reports of other rotavirus genotypes as a cause of severe diarrhea. After two years of rotavirus surveillance in our country, strains typed as G9 began to appear. A total of 88 rotavirus positive samples collected from hospitalized patients under three years of age between September 1998 and June 1999 were processed. Using an RT-nested PCR containing specific primers corresponding to G1--G5 and G9 types, 18 of them (21%) were typed as G9, while 44% were G1 followed by 29% of G4. Mixed infections (Gl+G4) appear in 4% of the samples and 2% were untypeable ones. G9 strains were always associated to P\[6\], while P\[8\] was found associated to G1 and G4. To further characterize these unusual G9 strains, sequences from the VP7 open reading frame of four samples were obtained. Phylogenetic analysis showed that argentine samples clustered in one group with more than 99% nucleotide similarity among them, together with other G9 strains from United States and Malawi found in the GenBank. They all differed more than 13% in their nucleotide sequences when compared with the prototype Indian G9 strain 116E. Besides being the first report of G9 strains in Argentina, it is also noticeable the high prevalence found during this season. This correlates with the extending global distribution of this emerging genotype.        P-360      **Molecular epidemiology of rotavirus in Argentina**   KARIN BOK^9^, Nelda Castagnaro^1^, Ana Borsa^2^, Silvia Nates^3^, Carlos Espul^4^, Oscar Fay^5^, Adriana Fabri^6^, Saul Grinstein^7^, Isabel Miceli^8^ and Jorge Gómez^9^    ^1^Inst. "Dr. Luis C. Verna", Fac. de Bioq., Quim. y Fcia, Cát. Virologia, Univ.Nac. de Tucumbn   ^2^Laboratorio de Virologia, Hospital de Nihos "Sor Maria Ludovica", La Plata   ^3^Instituto de Virologia "J.M.Vanella", Facultad de Ciencias Mídicas, Universidad Nacional de Córdoba   ^4^Sección Virologia, Hospital Central, Mendoza   ^5^Centro de Tecnologia en Salud Pública, Rosario   ^6^Instituto de Medicina Regional, Resistencia   ^7^Laboratorio de Virologia, Hospital de Nihos "Ricardo Gutierrrez", Buenos Aires   ^8^Dirección de Epiderniología, Ministerio de Salud y Acción Social de la Nación   ^9^Lab. de Gastroenteritis Virales, Departamento de Virologia, INEI-ANLIS, "Dr. Carlos G. Malbran"        Group A rotaviruses are the major cause of severe gastroenteritis in infants worldwide. In order to characterize the prevalent rotavirus strains in Argentina, a surveillance study was led between October 1996 and October 1998. Using an RT-nested PCR method, we determined the P and G genotypes of rotavirus strains obtained from children hospitalized for diarrhea in eight argentine cities. From a total of 490 rotavirus positive samples, the prevalent G types were G1 (37%), G2 (32%), and G4 (19%). Only 1 percent of the samples corresponded to non common G types like G5 and G9, while 39 of them (8%) were mixed infections and 13 (3%) were nontypeable strains. G2 was found to be more prevalent during the first year of study (60%), while G1 (48%) and G4 (31%) appeared as the most prevalent strains during the second year. G2 P\[4\] was the predominant association (30%), followed by G1 P\[8\] (23%), G4 P\[8\] (11%), G1 P\[4\] (3%) and G1 P\[6\] (1%). To further characterize the argentine G4 strains, sequences from gene 9 were obtained. Preliminary phylogenetic analysis indicated that our sequences localized into the same lineage as the reference strain ST3, about 3% different from it comparing nucleotide sequences, but also showed two monophyletic origins, presenting nucleotide differences of 4.5% between the two groups of argentine sequences. Based on these results, it seems that introduction of an effective rotavirus vaccine into the national childhood immunization program could substantially decrease the rotavirus disease burden, although continuos strain surveillance is needed.        P-361      **Transmission of chronic wasting disease to mice**   MOIRA BRUCE^1^, A. Chree^1^, E.S. Williams^2^ and H. Fraser^3^    ^1^Institute for Animal Health, Neuropathogenesis Unit   ^2^Wyoming State Veterinary Laboratory   ^3^Institute for Animal Health, Neuropathogenesis Unit        Chronic wasting disease (CWD) is a transmissible spongiform encephalopathy (TSE) of wild and captive deer of several species, occurring in areas of Colorado and Wyoming. Previous studies of TSEs of other species (e.g. BSE, scrapie, CJD) have shown that there are multiple strains of TSE agents that produce different patterns of disease in experimentally infected mice. In the present study, we transmitted CWD from the brain of an affected mule deer to a panel of mouse strains, to compare with similar transmissions of TSEs from other species. Only a very few mice developed clinical or neuropathological signs of disease, after incubation periods longer than 500 days. The predominant neuropathological feature in these mice was the accumulation of "prion protein" (PrP), in the form of extensive perivascular amyloid deposits. Vacuolar degeneration of the neurons and neuropil, which is usually a hallmark of the TSEs, was minimal. Serial mouse-to-mouse passage of the CWD isolate resulted in clinical disease in all challenged mouse strains at each passage, but the incubation periods varied according to the PrP genotype of the mice. A vascular PrP pathology, targeted to defined brain nuclei but associated with very little vacuolar degeneration, has been maintained up to the third mouseto-mouse passage. The incubation periods and neuropathology in mice infected with this CWD isolate were markedly different from any we have seen previously in mice with scrapie, BSE or CJD derived isolates, showing that a different strain of agent is involved.        P-362      **Molecular epidemiology of echovirus type 30 in Spain and Argentina**   INMACULADA CASAS^1^, G. Palacios^2^, G. Trallero^1^, D. Cisterna^2^, C. Freire^2^ and A. Tenorio^1^    ^1^Service of Diagnostic Microbiology and Service of Virology, Centro Nacional de Microbiologia. ISCIII, Majadahonda, Madrid, Spain   ^2^Division of Neurovirosis, Instituto Nacional de Enfermedades Infecciosas, ANLIS "C.G.Malbran", Buenos Aires, Argentina        Echovirus type 30 (E30) is one of the most prevalent enteroviruses associated with acute aseptic meningitis. This common neurological syndrome occurs both as sporadic cases of infection and as seasonal large outbreaks of meningitis in our countries. This virus is easily recovered in cell cultures from CSF and stool samples. A total of 240 E30 isolations have been assayed in Spain since 1988 until May 2000. Annual proportion of isolations has fluctuated from 0% in 1988--1990 to 62% in 1996. During the last two years molecular typing methods designed in the VP1-2A genome regions were used to characterize the enterovirus directly detected in clinical samples after amplification and direct sequencing of products increasing the annual frequency of E30. Molecular epidemiology and genetic diversity of E30 associated with aseptic meningitis were retrospectively studied from 50 isolates within Spain, 20 isolates within Argentina and 40 E30 sequences obtained directly from CSF samples (May 1998--May 2000) were analyzed. Phylogenetic relationships were inferred from the nucleotide sequences obtained from our study together with those from the GenBank data base which contains nucleotide E30 sequences ranging from 1956 to 2000 geographically dispersed. All E30 strains were included in the genotype 4 defined previously by Oberste et al. 1999. E30 strains from different Spanish outbreaks were closely related among them and presented high homology values within the same year. Argentinean E30 sequences from several geographic outbreaks were also related between them and included in the genotype 4.        P-363      **Detection of recombinant HIV-1 strains in England and Wales**   JONATHAN CLEWLEY^1^, K L Barlow^1^, I D Tatt^1^, D Pillay^2^ and P Cane^2^    ^1^Hepatitis and Retrovirus Laboratory, Central Public Health Laboratory   ^2^Antiviral Susceptibility Reference Unit, Birmingham Public Health Laboratory        The initial spread of HIV-1 in Western Europe and the United States was with subtype B strains which are understood to have expanded from subtype D virus in Africa. Subsequently, an increasing number of non-B subtypes have been detected in parts of the world previously dominated by subtype B infections.  In the UK, besides subtype B, subtypes A, C, D, E, F, G and H have been observed.  Soon after the subtypes of HIV-1 were described it became apparent that there were recombinants between them, for example viruses with a subtype E env gene region have subtype A-like gag gene region sequences, and heterogeneous African isolates were recognised as recombinants. More recent investigations estimate that up to 20% of HIV-1 genomes are the result of recombination, and that they are particularly common in areas where multiple subtypes circulate. Therefore, the purpose of this study was to determine the prevalence of HIV-1 recombinants in selected specimens collected in England and Wales.  We have used DNA sequencing of the pol, gag and env genes, and env and gag heteroduplex mobility assays (HMA) to screen for recombinant HIV-1 genomes in heterosexual women (antenatal specimens), and in specimens from patients being treated with antiretroviral drug therapy. Among those patients infected with non-B subtypes recombinants were commonly detected. In addition, recombinants between subtype B and non-B subtypes were detected.        P-364      **Genotyping of Measles virus from the recent outbreak in Ireland reveals circulation of a strain originally identified in Sub-Saharan Africa**   SUZIE COUGHLAN^1^, J. Connell^1^, L. Jin^2^, B. Cohen^2^ and W.W.Hall^1^    ^1^Virus Reference Laboratory, University College Dublin, Belfield, Dublin 4, Ireland   ^2^Enteric Respiratory and Neurological Virus Laboratory, Central Public Health Laboratory, 61, Colindale Ave., London NW9 5HT.         *Background:* Measles, a potentially eradicable disease, still ranks as one of the leading causes of childhood morbidity and mortality world-wide. The incidence of measles in the Republic of Ireland has reduced dramatically since the introduction of nation-wide vaccination in 1985. Accurate assessment of vaccine coverage is difficult but in some areas uptake still may be as little as 75%. Since December 99 there has been a localised outbreak of measles in Dublin with over 400 cases notified to the Department of Health.   *Methods*: During an outbreak diagnosis of measles infection is predominantly clinical. However, for atypical manifestations and isolated cases virus specific IgM detection and more recently PCR have become important tools for confirmatory testing. Using both of these techniques the Virus Reference Laboratory has confirmed in excess of 200 measles cases.   *Results*: Sequence analysis of the haernagglutinin gene of the measles virus (identified in nasopharengeal aspirates, oral fluid samples and CSF) revealed that the strain responsible for the current outbreak is D2. This strain was originally described in Sub-Saharan Africa (Weekly Epidemiological Record, 1998, 73, 35). Although different genotypes are not geographically restricted certain strains predominate in particular areas of the globe. D6 appears to be the most common genotype in Europe and recently caused a large outbreak in the Netherlands in 1999 and a smaller one in the UX in the same year.   *Conclusion*: The current outbreak and the predominance of the D2 genotype may have resulted from sub-optimal vaccination and possibly virus importation.        P-365      **Emergence of a rotavirus VP7 reassortant virus in neonatal infection in South Africa**   MARIET DE BEER, Pieter Bos, Ina Peenze and Duncan Steele  MRC Diarrhoeal Pathogens Research Unit, PO Box 173, MEDUNSA 0204, Pretoria, South Africa        In this longitudinal study, stool specimens were collected from 111 newborn babies in the Neonatal Unit at Pretoria Academic Hospital on a daily basis between January and May 1997. Only neonates who remained in the ward longer than 7 days were included in the study. The specimens were analysed for the presence of rotavirus antigen using a commercial ELISA (Rotavirus IDEIA, Dako). In total, 80 (72%) of the neonates excreted rotavirus during their stay in the unit. Polyacrylamide gel electrophoresis of the RNA revealed the presence of two strains of rotavirus, with a difference occurring in the migration of segment 9. The second strain was introduced into the Unit during April. The VP7 serotype, encoded by this gene, was determined by RT-PCR for both strains as G4P\[6\]. However, the VP7 gene sequence of the second strain was determined to be G2 after using the ThermoSequenase Cycle Sequencing kit (Amersham Life Sciences). The primer target sequence for G2 were absent while those for G4 were matching in this second strain. In conclusion, a VP7 gene reassortant virus appears to have emerged in the Neonatal Unit, where the VP7 gene was distinct. Secondly, the lack of homology at the primer target sequence of this strain resulted in the mis-labelling of the genotype of the strain.        P-366      **Phylogenetic analyses confirm the high prevalence of hepatitis C virus (HCV) type 4 in the Seine Saint-Denis district (France), and indicate seven different HCV-4 subtypes linked to two different epidemiological patterns**   PAUL DENY^1^, Y Morice^1^, D Roulot-Marullo^2^, V Grando^2^, J Stimemann^1^, V Jeantils^3^, M Bentata^3^, B Jarousse^3^, C Pallier^4^ and P Dény^1^    ^1^Bactériologie, Virologie-Hygiène, Hôpital Avicenne, Université Paris 13   ^2^Hépatologie-Gastroentérologie, Réseau hepatite C Nord-Est Parisien   ^3^Médecine Interne, CISIH 93, Hôpitaux Avicenne et Jean Verdier, Bobigny et Bondy   ^4^Microbiologie, CHU de Bicdtre, Le Kremlin, Bicêtre, France        Hepatitis C viruses (HCV) present a high genetic variability resulting in 6 major HCV clades. In Paris suburb Seine Saint-Denis district (France), prevalence of HCV-4, classically infecting populations from Africa or Middle East, is higher than in other French districts (10.2% versus 4.5%). HCV-4 therapy resistance appears similar to HCV-1 and pathogenicity remains unknown.  Clinical data were collected from 43 adults having an anti-type 4 serological typing result positive and from 2 children born from HCV-4-infected mothers. To characterize HCV-4 infections from our area, we performed phylogenetic analyses of the NS513 and the El regions to confirm subtype classification. Maximum parsimony, maximum likelihood and neighbor joining analyses were performed on the different data sets including reference sequences. Bootstrap approaches were used to study the robustness of the different topologies observed.  Type 4 infection was confirmed in 38 out of 45 patients (84.4%). NS513 sequences (332 bp) were obtained from all HCV-4-infected patients. Extensive phylogenetic analyses underline the large diversity of HCV-4 subtypes present in our area. Seven different HCV-4 subytypes were observed. Moreover, the tree topologies clearly distinguished two epidemiological profiles. The first one (52.6%) reflects intrasuburbs emergence of two distinct HCV-4 subtypes mainly among intravenous drug users. The second profile implicates 6 different subtypes (4a \[Chamberlain RW et al., J Gen Virol, 1997\], 4f, 4h, 4k, 4a \[Bukh J. et al, proc Natl Acad Sci USA, 1993\] and a new sequence) and accounts for patients from Africa (Egypt and sub-Saharian countries) with unknown risk factors (83.3% of cases). No patient-topatient diffusion of HCV-4 was evidenced among this group.  This study indicates the high diversity of HCV-4 present in our area and confirms the extension of HCV4a and -4d among drug users in France. Our results underline that careful appraisal of local HCV epidemiology is needed to limit HCV-4 future diffusion. Therapeutic studies are in progress in such patients to assess the most efficient treatment to be conducted.        P-367      **Presence of extracellular multiple sclerosis-associated retrovirus (MSRV) in patients and healthy humans of Sardinian origin**   A DOLEI^1^, C Serra^1^, S Sotgiu^2^, G Mameli^1^, M Pugliatti^2^, G Rosati^2^    ^1^Section of Microbiology, Department of Biomedical Sciences, Sassari, Italy   ^2^Institute of Clinical Neurology, University of Sassari, Sassari, Italy        The Italian island of Sardinia is an high-risk area for multiple sclerosis (MS) disease, whose prevalence is of 135 cases/100.000 inhabitants: therefore Sardinians have a MS frequency 2--3-fold higher than other populations of the Mediterranean basin, one of the highest world-wide. To search for environmental factors that may account for this anomalous high incidence, we studied among Sardinian MS patients and healthy donors the circulation of MSRV, an exogenous member of the HERV-W human endogenous retrovirus family, found in plasma and cerebrospinal fluid (CSF) of MS patients. Twenty MS patients and twenty matched healthy controls of ascertained Sardinian lineage were studied, matched for age and sex, not exposed to treatments. Blood and CSF samples were processed for extracellular RNA extraction; RNAs underwent reverse transcription/nested polymerase chain reaction (RT-PCR) with primers specific for MRSV-pol gene, according to literature. Results indicated a striking correlation between MSRV presence in the blood and MS disease, but the virus was found also in controls (100% and 10%, respectively, FET *P*=0.000000). When MS patients were compared to 7 patients with other neurological diseases, MSRV was found in 75% of CSFs of MS patients and in 43% CSFs of non-MS patients (FET *P*=0.04).The possibility that MSRV may simply represent an epiphenomenon exists, but even in this case, it might constitute a diagnostic marker. The intriguing correlation between MSRV and MHC-linked disease such as MS deserves further investigations, since endogenous retroviruses can integrate within the MHC class II region.        P-368      **Molecular characteristics and levels of B19 virus DNA persisting in human synovial tissue and skin**   KATI HOKYNAR^1^, John Brunstein^1^, Maria Söderlund-Venermo^1^, Olli Kiviluoto^2^, Esa K. Partio^3^, Yrjö Konftinen^4^ and Klaus Hedman^1^    ^1^Department of Virology, University of Helsinki   ^2^Central Military Hospital   ^3^Dextra Medical Centre   ^4^Departments of Anatomy, Oral Medicine and Rheumatology, University of Helsinki, Finland        Human parvovirus B19 replicates in erythrocyte precursors, and due to ongoing replication can persist in bone marrow and blood in immunodeficient patients. As shown by us and others, also in immunocompetent nonsymptornatic individuals B19 DNA can persist for decades in synovial tissue. However, the earlier findings were based on PCR amplification of short segments of DNA, with little sequence information. We have now determined the integrity of viral genomes persisting in joint tissue by performing PCRs at three different sites of the viral genome, by using as template DNA preparations diluted to end point. The protein coding regions of B19 genomes in the joint tissue were sequenced, and the sequence data were compared with those obtained from recently infected patients. We found that synovial B19 DNA in both previously and recently infected subjects was in the form of apparently continuous, intact molecules. Sequencing showed that the synovial persistence or synoviotropism of the B19 virus was not due to exceptional mutations or particular genotype variants. Persistence of B19 DNA in skin has also recently been reported; data of our examinations of the molecular characteristics of the B19 genomes persisting in skin, and the relative DNA copy levels persisting in skin and synovia will be presented.        P-369      **HBV core sequence: definition of subtype-specific variability and correlation with geographic origin**   MOHAMMAD JAZAYERI, R Gish, A Basuni, G Cooksley, S Locarnini and WIF Carman  Institute of Virology, University of Glasgow, ScotlandCalifornia Pacific Medical Center, USA  Clinical Research Centre, Royal Brisbane Hospital Foundation, Brisbane, Australia  Research and Molecular Development, Victorian Infectious Diseases Reference Laboratory, Melbourne, Australia        There are at least 6 genotypes and 9 subtypes of HBV, defined predominantly by surface gene variability. The core antigen is the major target of the T cell response, which is critical for virus elimination. There is preliminary evidence that even small differences in geographical origin can result in signature sequence motifs in the surface gene. Here, for the first time, we have characterised a large number of C genes from diverse subtypes and geographical origins. Samples were selected from studies undertaken by us: all were HBsAg positive. Overall, 13 amino acid substitutions at 6 residues (59, 74, 87, 91, 97, 116) and significantly more nucleotides allow definition of a specific subtype. A few specific aa changes are found almost uniquely in a majority of samples from particular countries: A35, D40, V59, T74 and 191 in Pacific islanders; 180 in Indian sequences; and G87 in Koreans. Unique nucleotide changes also correlated with subtype and were found in a majority of sequences from specific countries. These were widely distributed across the entire gene. Within each subtype, specific motifs were defined for Korean, Indian, Chinese, Italian and Pacific regions. Finally, we also observed an unexpected linkage between samples from the South East Asian region (Japan, Vietnam, Korea, China) irrespective of subtype: 127, N67, S74, E83 and V91 were found in a majority of samples from these countries, but not in any other samples in our series. There are a number of implications of the work. It confirms that HBV strains spread within constrained geographical areas. It has defined the sequence variability association with each subtype, providing greater rigour to classification of strains. It has given insights into the T cell epitopes that are specific for particular geographical regions, and thus ethnic groups, which are probably HLA driven. This last may affect the design of immunomodulatory therapies, including vaccines.        P-370      **Detection of TT virus in bile, liver and serum, and expression of TTV proteins**   LAURA KAKKOLA^1^, Heidi Vanrobaeys^1^, Pauli Puolakkainen^2^, Klaus Hedman^1^ and Maria Söderlund-Venermo^1^    ^1^Department of Virology, Haartman Institute, University of Helsinki   ^2^Department of Surgery, Helsinki University Central Hospital, Finland        The purpose of this study was to determine the occurrence of the recently discovered TT virus in bile and liver samples and to compare DNA sequences in paired serum and bile/liver samples. We are also expressing TTV proteins for antibody detection.  Bile, liver and serum samples were screened for presence of TTV DNA by nested-PCR. The amplicons were sequenced and a phylogenetic tree was constructed. Almost the entire genome of one TTV strain was cloned into a plasmid and sequenced. The open reading frames were cloned into expression vectors and TTV proteins were expressed in Escherichia coli. The immunoreactivity of these proteins was tested by immunoblot.  We have detected and characterized TTV DNA in bile and serum. Results of TTV DNA in bile and liver samples will be presented together with recombinant protein expression data.        P-371      **Two distinct HBV populations in an "anti-HBC alone" patient**   ALAN KAY^1^, Damien Jeantet^1^, Isabelle Chemin^1^, Bernard Mondrand^2^ and Christian Trepo^1^    ^1^INSERM U271, 151 cours Albert Thomas, 69424 Lyon Cedex 03,France   ^2^UMR 103 CNRS/bioMérieux, ENS, 46 allée d\'Italie, 69364 Lyon Cedex 07        The aim of the study was to investigate HBV infections presenting few or no serological markers of infection. One patient was cirrhotic, and the only sign of HBV infection was the presence of anti-HBc. Although the serum contains less than 104 copies of HBV/ml, we could amplify and clone whole HBV genomes.  Sequencing revealed that the patient harboured not one, but two distinct HBVs, of genotype A and genotype D, with the genotype D virus predominating (5 to 10 fold). Neither genome contained deletions or insertions. The most striking feature of the genotype A genome is extensive mutation of the S gene, most mutations being concentrated in the major hydrophilic region (residues 100--170). Comparison with more than 450 S gene sequences showed that 5 mutations are unique to this strain while 6 others are found only very rarely in other HBV strains. The genotype D virus is a pre-core mutant (TAG at codon 28). This genome also contains mutations in the basal core promoter and in the "TATA" box of the preS1 promoter.  Transfection of whole genomes into HuH7 cells showed that the genotype A genome was fully replication competent, while the genotype D genome replicates poorly. Northern blot analysis showed that pregenomic RNA expression was diminished in cells transfected with genotype D clones. Surprisingly, preS1 mRNA seemed to be overexpressed.  Why does the genotype D virus predominate over the genotype A virus? Our hypothesis is that the genotype D virus can replicate autonomously, albeit poorly. Although the genotype A virus is fully competent for replication, progeny viral particles are non-infectious because of the mutated HBsAg. The genotype A virus persists only by co-infection of hepatocytes along with the genotype D virus.        P-372      **Amplification of entire HIV-1 ENV gene derived from a single proviral template in autopsy tissue**   MATTHEW MARSDEN^1^, Peter Simmonds^1^ and Jeanne E. Bell^2^    ^1^Laboratory for Clinical and Molecular Virology, University of Edinburgh, Summerhall, Edinburgh, UK   ^2^Department of Neuropathology, Western General Hospital, Edinburgh        Amplification by polymerase chain reaction (PCR) of mixtures of genotypically distinct templates has long been known to result in recombination of the parent strands and produce amplified DNA sequences not representitive of those originally present. Scrambling of sequences by PCR is especially significant when analysing a heterogeneous viral population such as HIV-1. Artefactual recombination during PCR occurs less frequently on amplification of short genetic fragments (\<600 bases), and can be eliminated by the use of limiting dilution PCR. In the present study we investigated the use of a long range PCR to amplify the whole env gene of HIV-1 at limiting dilution.  Long range PCR for HIV env showed the same sensitivity when amplifying both cloned DNA and patient DNA as conventional PCR of the V3 region. Furthermore it was possible to isolate and amplify DNA from single template sequences by this method. By mixing two genetically distinct HIV-1 prototype clones followed by long range PCR and restriction mapping we showed that recombination is frequent for both high levels of input molecules (30 000 copies of each clone) and low, more physiologically relevant levels (1 copy of each clone). Limiting dilution long range PCR can eliminate this artefact altogether. Use of this technique also removed the problem of resampling the same template following direct cloning of PCR products, and of preferential amplification during PCR. Avoiding artefactual recombination prevents disruption of coding sequences and scrambling of hypervariable regions in product clones. The biological properties of the correctly amplified env sequences are currently being investigated using a pseudotyping method.        P-373      **Highly evolved, Sabin 2 derived poliovirus strains isolated from sewage in Israel: antigenic, molecular and phylogenetic characterization**   ELLA MENDELSON^1^, L. M. Shulman^1^, Y. Manor^1^, R. Handsher^1^, T. Halmut^1^, I.Silberstein^1^, J. Alfandary^1^, J. Rubinov^1^, R. Crainic^2^, F. Delpeyroux^2^, O. Kew^3^    ^1^Central Virology Laboratory, Public Health Laboratories, Ministry of Health, Israel   ^2^Molecular Epidemiology of Enteroviruses, Unite de Virologie Medicale, Institut Pasteur, Paris, France   ^3^DVID, NCID, Centers for Disease Control and Prevention, Atlanta, GA, USA        National Environmental Surveillance of sewage water has been manitained in Israel since 1988 for detection of wild-type poliovirus circulation. Virus particles are extracted from sewage samples and inoculated into L20B cells, highly specific for polioviruses. Plaques grown are passaged in HEp-2 cells at 40 degrees C (RCT-positive plaques) to select for wild type strains. Isolates are further characterized antigenically by typing and intratypic differentiation, and molecularly by dot blot hybridization and nucleotide sequencing.  In 1998 and 1999 five type 2 RCT-positive strains were isolated from Tel-Aviv Metropolitan (population 1.3 million) sewage treatment facility which were antigenically distinct from Sabin 2 and did not hybridize with Sabin 2 specific probes. By nucleotide sequencing of VP1, they were Sabin 2-derived but highly divergent (app. 90% homology). All had an A481G reversion in the 5′UTR and amino acid substitution of 1143T in VP, which are known to be associated with neurovirulence. One strain, isolated in 1998 was furter characterized for neurovirulece in PVR-TG21 mice, and for antigenic drift by antisera from 50 israeli children. It was highly neurovirulent, and antigeically drifted (GMT=47 as compared to GMT of 162 for Sabin 2). Molecular sequencing of all 5 isolates and consideration of the natural biological clock of polioviruses (1% nucleotide substitutions per year)revealed phylogenetic relatedness among all isolates, with divergence from Sabin 2 occuring app. 6 years previously. The inter-isolate nt sequence differences and the short intervals between sampling times of 3 isolates imply separate introductions of 3 lineages. The remaining two isolates either arose by local transmission of one of the lineages or were separate introductions.  This report describes for the first time long term transmission and circulation of vaccine-derived, neurovirulent strains of polioviruses. No clinical AFP cases were associated with the circulation of these strains in Israel, where vaccine coverage is very high and the vaccination program is intensive. However, such strains might pose a threat to immunocompromized patients and to unimmunized populations. Thus, our findings are highly relevant for decision making concerning stopping immunization following wild-type polio eradication. It also suggests that surveillance for phenotypically wild polioviruses should continue far beyond the disappearance of polio-associated clinical paralytic cases, and environmental sampling can serve as the surveillance method.        P-374      **Analysis of molecular-genetic diversity of Hantavirus strains circulating in the southern and northern regions of the Russian far east**   EKATERINA MINSKAIA^1^, L.A.Minskaya^1^, I.V.Kartavtseva^1^, V.A.Kostenko^1^, L.N.Yashina^2^, R.A.Slonova^3^ and Yu.N.Zhuravlev^1^    ^1^Institute of Biology and Soil Sciences, FEB RAS, Vladivostok, 690022, Russia   ^2^Institute of Molecular Biology, SRC VB 'Vector', Koltsovo, 633159, Russia   ^3^Institute of Epidemiology and Microbiology, SB RAMS, Vladivostok, 690087, Russia        Hantaviruses (HV) are widely distributed among various species of rodent population in the world. As a rule, genetic and antigenic relationships among different HV strains correlate with their geographic distribution, though, there are exceptions. Earlier, we showed circulation of four HV serotypes, Hantaan (HTN), Seoul (SEO), Puumala (PUU), and Khabarovsk (KHAB) in the south of the Russian Far East, and demonstrated the presence of seropositive rodents (O.hiperborea, Cl.rufocanus, M.fortis, A.peninsulae and C.sikotanensis, M.oeconomus, R.norvegicus) inhabiting the northern regions of the Russian Far East (Magadan region, Kamchatka peninsulae, Sakhalin island and Kuril islands). To study the genetic relationships among HV strains, RT-PCR of total RNAextracted from infected cell cultures, lung tissues of rodents and blood of HFRS patients was used to amplify regions of M and S genome segments followed by sequencing of cDNA.  The results of these molecular-genetic analysis allowed us to separate HV strains into four groups. Strains of the first group, isolated from the samples from A.agrarius, Cl.rufocanus, Cl.sikotanensis, O.hiperborea and HFRS patients, revealed similarity with HTN. The second group united strains from A.peninsulae, M.oeconomus and HFRS patients and showed similarity with PUU.Strains of the third group were similar to SEO and were isolated from R.norvegicus and HFRS patients. Strains of the fourth group, isolated from M.fortis, revealed similarity with KHAB.  In particular, it was shown that strains isolated from seropositive M.fortis were closely related to KHAB in showing 80% nicleotide identity in the S segment. For a HV strain isolated from the blood of HFRS patient the region of 2740--2870 bases of the M segment showed 98.1% identity on the nucleotide level with HTN, and less similarity with SEO (78.4%) and PUU (60.7%). A HV strain from another HFRS patient showed high similarity (94-96%) with SEO virus M RNA (2560--2700 bp) and less similarity with HTN (79.8%),PUU (62%) and Sin Nombre (59%), which illustrates the epidemiological importance of SEO-like strains from rats, together with HTN-like strains from mice and voles for the Russian Far East.        P-375      **Genetic variability of HIV-1 from Cameroonian isolates**   RICHARD NJOUOM, Christophe Pasquier, Jacques Izopet, Jacqueline Puel  Laboratoire de virologie, CHU toulouse Purpan, France         *Objectives:* To determine the prevalence of different HIV-1 subtypes in Cameroon and to study the genetic variability of cameroonian HIV-1 isolates.   *Methods*: Plasma was collected from HIV-1 seropositive subjects in Yaounde and Douala, Cameroon. Total nucleic acid was extracted and subjected to RT-PCR for amplification of a fragment of the env gp120 (360 bp). Thr PCR fragments were sequenced directly using automated sequencer. Sequence aligment, genetic distances, phylogenetic trees and bootstraps were obtained using Sequence Navigator, Clustal W and Philip.   *Results*: A total of 60 HIV-1 isolates were used. In phylogenetic tree, we identified 51(85%) subtypes A, 3 (5%) subtypes D, 3 (5%) subtypes G and I of each of subtypes C, F, H. Phylogenetic analysis of sugtypes A sequences indicated an important variability and comparision with other subtypes A sequences indicated an absence of grouping regarding geographical criteria\'s. The analysis of amino acids sequences at the V3 loop indicated a predominance of the GPGQ sequence and indicated for most of the isolates the use of CCR5 as coreceptor and the NSI phenotype.   *Conclusions*: In Cameroon, We encounter a high heterogeneity of HIV-1 strains, with many subtypes A, C, D, F, G, H. There is a high prevalence of subtype A and according to previous studies realised in Cameroon, this is in increase. This was also noted in Central Africa Republic and could correspond to high infectivity of sbtype A strains.        P-376      **Evaluation of different methods for molecular analysis of human enterovirus sequences in the VP1 genomic region**   GUSTAVO PALACIOS^2^, Inmaculada Casas^1^, Antonio Tenorio^1^, Cecilia Freire^2^    ^1^Service of Diagnostic Microbiology, Centro Nacional de Microbiología, Instituto, de Salud Carlos III, Majadahonda, Madrid, Spain   ^2^Neurovirosis Division, Virology Department, INEI "Dr. Carlos G. Malbrán", Buenos Aires, Argentina        The study of enteroviruses epidemiology has been difficulted in the past due to the complexity of this genus. The seroneutralization method is time-consuming, labour-intensive and costly; the supply of antisera is limited; and there are frequently "untypeable"; enteroviruses. Several methods were developed for molecular characterization of this genera. The VP1 region of the genome is the most suitable target for enterovirus identification because of the high correlation between serotype and sequence, and the availability of a sequence database of all enterovirus.  Pairwise alignment method considers all possible alignments and gap positions between two sequences creating a global alignment that maximizes the number of matched residues and minimizes the number and size of gaps.  Multiple sequence alignment can be viewed as an extension of pairwise sequence alignment. Groups of sequences are progressively aligned according to the branching order in a hypothetical phylogenetic tree, with gaps that occur in earlier alignments being preserved through later stages.  Phylogenetic reconstruction of gene trees from sequence data is the "gold standard" method of molecular analysis, although a proper algorithm must be chosen and the "quality control"; measures must be followed.  It is frequently assumed that any method can be equally used to analyse nucleotide sequences obtaining the same outcome but the election of the analysis method is an essential part of the designing process.  Results obtained with pairwise alignments methods with two different commercial packages of DNA analysis, a typing method that utilizes the identity index from multiple local alignment methods and a phylogenetic analysis are evaluated in this work.        P-377      **Role of viruses in the etiology of postinfectious arthritis**   IVANA PEŠIĆ^1^, LJ Krstić^1^, S Žedav^2^    ^1^Medical Military Hospital, Belgrade, Yugoslavia   ^2^CCS - Institute for Infectious and Tropical Diseases         *Aim:* To assess the role of some viruses (Rubella, Parvo B19, Mumps, HSV, VZV, HAV, HBV) as possible etiological agents in postinfectious arthritis.   *Patients*: 120 patients, 66M (55.0%) and 54F (45.0%), with signs of arthritis where previously excluded Chlamydia and Mycoplasma infections. Control groups were 76 patients with systemic diseases (SLE, M Raynaud and etc) and 24 volunteer blood donors. Serum samples were stored at −20°C before running the tests.   *Methods*: IgM antibodies for Rubella, Parvo B19, Mumps, HSV,VZV and HAV and HbsAg were determined by commercially available ELISA tests (Organon, Behring).   *Results*: Among 120 patients Rubella IgM antibodies were detected in 12 (9.16%), Parvo B19 IgM in 16 (13.33%), HAV IgM in 2 (1.6%) and HbsAg in 2 (1.66%). In this group we didn\'t find IgM antibodies for Mumps, HSV or VZV.  In serum samples from both the control groups IgM antibodies and HbsAg weren\'t detectable.   *Conclusion*: Our results strongly support the role of Rubella, Parvo B19, HAV and HBV in the etiology of postinfectious arthritis, but not for Mumps, HSV and VZV.        P-378      **Typing of group A rotaviruses**   MATEJA POLJSAK-PRIJATELJ^3^, Tatjana Bufon^1^, Darja Barlic^2^ and Andreja Koblic^3^    ^1^Dept. of Infectious Diseases, Medical Centre, Ljubljana   ^2^Maganja, Dept. of Virology, Veterinary Faculty, Ljubljana   ^3^Institute of Microbiology and Immunology, Medical Faculty, Ljubljana        Rotaviruses are the most important viral enteropathogens and are the major cause of dehydrating acute diarrhoea in children. These viruses belong to the family Reoviridae and contain a genome of 11 segments of double-stranded RNA. Two major proteins VP7 and VP4 present the basis for classification of group A rotaviruses into G (VP7) and P (VP4) serotypes. Stool samples were obtained from children admitted for treatment of severe acute diarrhoea to hospital and routinely tested for the presence of rotavirus by the enzyme immunoassay and electron microscopy. The rotavirus gene segment coding for the major outer capsid glycoprotein VP7 was amplified from stool specimens by the poymerase chain reaction. Double-stranded RNA extracted from stool specimens with Trizol reagent, was used as the template for reverse transcription, followed by amplification. The choice of primer pairs permitted the amplification of entire segment of the specific selected region. Serotypes were identified by using the type-specific primers, derived from distinct regions of the gene 9. Six serotype-specific primers were used (serotypes 1, 2, 3, 4, 8, and 9), which were complementar to the RNA strand of the six variable regions of the gene. From the winter season 1999/2000, 70 samples were exclusively determined as serotype G1, group A. Samples from the first half of the year 1993 were identified seperately as G1 or G4; in some of them coexistence of G1 and G4 were determined.        P-379      **Detection of human and animal Herpesviruses by using a consensus primer PCR assay targeting the DNA terminase gene**   FRANCISCO POZO^1^, C Gómez-Tejedor^2^, C Rubio^2^ and A Tenorio^1^    ^1^Servicio de Microbiologla Dioagnística. Centro Nacional de Microbiologia. Instituto de Salud Carlos III. Ctra. de Pozuelo, Km2. 28220 Majadahonda. Madrid   ^2^Laboratorio Central de Veterinaria. Ctra. de AJgete, Km 5,400. 28110 Algete. Madrid        The high conservation of encoded amino acid sequences existing among the DNA terminase genes of different herpesviruses has been used to develop a consensus primer PCR method which enables the detection of any of members of the family *Herpesviridae*, even that whose genomic sequence is unknown.  The PCR assay is based on a nested procedure using degenerate/deoxyinosine-substituted primers targeting four highly conserved amino acid motifs within the exon 2 of the DNA terminase gene. After a thorough optimization, the assay has succeeded in amplifying all nine human herpesviruses described to date and other additional five animal herpesviruses to which the assay was applied (equine herpesvirus 1, bovine herpesvirus 1, pseudorabies virus, feline herpesvirus 1 and Marek\'s disease virus).  Sequencing of the amplified products and subsequent phylogenetic analysis can be used for classification of the different herpesvirus species into the three subfamilies previously described on the basis of biological properties: *Alpha*-, *Beta*- and *Gammaherpesvirinae*.  This molecular approach will allow the detection and identification of all herpesviruses described to date, and what is even more interesting, will provide sequence evidence for identifying unknown herpesviruses involved either in human or veterinary pathology.        P-380      **Genetic variability of immunomodulatory genes in Ectromelia virus isolates detected by denatured high performance liquid chromatography**   JOSE RIVERA1, Margarida Saraiva^1^, Gloria Ribas^2^, R. Duncan Campbell^2^ and Antonio Alcami^1^    ^1^Division of Virology, Department of Pathology, University of Cambridge, Cambridge C132 1 QP   ^2^MRC HGMP Resource Centre, Genome Campus, Hinxton, Cambridge CB10 1SB, UK        Ectromelia virus (EV) is a natural pathogen of mice. We are interested in some of the EV genes involved in evasion of host immune responses, such as the interferon-g receptor, complement binding protein, tumour necrosis factor receptors, sernaphorin and viral growth factor.  Previous analysis carried out in our laboratory by PCR amplification of these genes in a collection of EV isolates suggested that all these genes are well conserved. However, we did not know whether some DNA sequence differences existed among genes encoded by different isolates. To address this question, DNA sequence analysis was performed by using a recently developed technology for rapid screening of DNA sequence variability, known as denatured high performance liquid chromatography (DHPLC). This approach is being successfully used to identify single nucleotide polymorphisms in human genes. The system resolves partially melted heteroduplexes from homoduplexes by ion-pair reversed phase liquid chromatography according to differential retention times.  In this report we have analyzed 9 genes in 11 EV isolates, as well as vaccinia virus WR and cowpox virus Brighton Red as controls, representing more than 100 genes. Those genes that were predicted to have sequence differences according to the chromatograms produced by the WAVE System were sequenced. Differences in the DNA sequence were confirmed and even single point mutations were detected by this technology. Analysis of the data generated by this novel approach indicated that the EV genes share a high DNA sequence identity among all isolates. Finally, the sequence of some of these genes in EV is reported here for the first time.        P-381      **Effect of immunosuppression on variation of hepatitis C virus envelope and core regions in patients coinfected with HIV**   ANNE MARIE ROQUE AFONSO^2^, M Robain^1^, L Meyer^1^, D Simmoneau^2^, P Rodriguez-Mathieu^2^ E Dussiax   ^1^INSERM U292 Bicêtre   ^2^Virology Hôpital Paul Brousse Villejuif         *Background/Aims*: Genetic variation is a hallmark of hepatitis C virus infection. Diversity is due in part to the high error rate of the HCV RNA polymerase and may be influenced by the humoral and cellular immune responses of each host. To study the effects of the immunosuppression caused by the reduction of CD4 activity on the composition of HCV quasispecies, we analyzed the complexity of HCV quasispecies (QE), and the changes of QE composition over time in 56 HIV coinfected patients.   *Methods*: Coinfected patients were selected among the SEROCO cohort for the relative stability of CD4 cell count over 3 years within 3 classes: \>500, 200--500, \<200, in the absence of anti-retroviral therapy. Numbers of HCV QE (complexity) were assessed by single strand conformation polymorphism on HVR and core region. Values were compared according to HCV viral loads, HCV genotypes, and CD4 cell counts.   *Results*: Main routes of HCV transmission were transfusion (48%) and intravenous drug use (41%). Patients were infected mainly by HCV genotype 1 (61%) and 3 (24%). There was no correlation between HCV RNA concentration and CD4 counts nor HVR or core QE numbers. The number of HVR QE was significantly lower in patients with lower CD4 counts (*P*=0.01). The same tendency, although not significant was observed for core QE. When QE evolution over time was considered, there was no correlation between CD4 counts and changes in HVR profiles nor evolution of HVR complexity. However, changes in core profiles tended to be less frequent in patient with lower CD4 count (*P*=0.07) and very few evolution of core QE numbers was seen in patients with less than 200 CD4 when compared to others (*P*=0.006).   *Conclusion*: A reduction in the CD4 count below 200 induces lower complexity HVR quasispecies and absence of core quasispecies evolution over time.  This Work was granted by ANRS.        P-382      **Application of molecular methods to distinguish between classical rabies and the rabies-related European bat LYSSAvirus**    ^1^JEMMA SMITH, EM Black^2^, LM McElhinney^2^, P Heaton^2^, JP Lowings^2^, AR Fooks^2^    ^1^VLA (Weybridge) Virology Woodharn Lane New Haw, Surrey KT1 5 3NB United Kingdom   ^2^Rabies Research and Diagnostics Group, Department of Virology, Veterinary Laboratories Agency (Weybridge), New Haw, Addlestone, Surrey, KT15 3NB, UK.        A rapid and sensitive reverse transcriptase-polymerase chain reaction (RT-PCR) assay has been developed for the detection of classical rabies virus (genotype 1) and the rabies related European Bat Lyssaviruses (EBLs) (genotypes 5 and 6). When combined with specific oligonucleotide probes and a PCR-Enzyme Linked Immunosorbent Assay (PCR-ELISA), genotypes 5 and 6 can be distinguished from each other and from genotype 1 viruses. Ninety-two isolates from the six established genotypes of rabies and rabies-related viruses were screened by RT-PCR and PCR-ELISA to determine the specificity of the assays. The assay can be performed in less than 6 hours by using a rapid cycler. This new discriminatory diagnostic test will allow for the rapid genotyping of all lyssaviruses likely to be encountered in Europe and the resultant data will provide useful epidemiological information in the event of a disease outbreak.        P-383      **Molecular characterisation of the first fish orthomyxovirus: A new genus within the orthomyxovidae?**   MICHAEL SNOW, Alison Waltonm, Carey O.Cunningham  FRS Marine Laboratory, PO Box 101 Victoria Rd, Aberdeen AB11 9DB United Kingdom        Infectious salmon anaernia (ISA) is a disease which has been responsible for extensive economic losses to the Atlantic salmon (Salmo salar) farming industry in Norway, Canada, and more recently in Scotland. Typical pathological changes include severe anaernia, leucopenia, haernorrhagic liver necrosis, and petecchiae of the viscera. The etiological agent, infectious salmon anaernia virus (ISAV) has been shown to be orthomyxovirus-like. Characterisation of two of the eight genomic segments, encoding the nonstructural (NS1, NS2) and polymerase proteins (PB1), has been reported to date. Analysis of the PB1 sequence, the most conserved of the orthomyxovirid proteins has suggested that ISAV comprises a new, fifth genus within the Orthomyxoviridae.  This study sought to isolate and characterise further segments of the ISAV genome to assist in identifying the origin of ISAV in Scottish salmon farms and to further define its taxonomic position within the Orthomyxoviridae. Further genomic segments encoding the putative matrix protein (Ml), the neuraminidase (NA) and the nucleoprotein (NP) have been isolated from a subtractive cDNA library using 5′ and 3′ RACE PCR. The identification of heterogeneity within Scottish isolates of ISAV, coupled to the isolation of ISAV in wild caught fish has suggested the existence a marine reservoir of virus in Scotland. Comparison of the M1, NA and NP genes and their predicted amino-acid sequences has further supported the designation of this virus within a fifth genus of the Orthomyxoviridae.        P-384      **An HIV-1 outbreak among Finnish IDUs caused by the circulating recombinant form AE**   JUKKA SUNI^1^, Kirsi Liitsola^2^, Henrikki Brummer-Korvekontio^2^, Pauli Leinikki^2^, Pekka Holmström^2^, Matti Ristola^2,3^, and Mika Salminen^2^    ^1^Dept. Virology HUCH Laboratorydiagnostics Helsinki University Central Hospital Haartmaninkatu 3 Helsinki FIN-00290 Helsinki Finland   ^2^HIV-Laboratory and Dept of Epidemiology of Infectious Diseases, National Public Health Lab, Helsinki   ^3^Department of Medicine, Infectious Diseases, Helsinki University Central Hospital         *Background*: Prior to 1998 IDLI-associated HIV infection in Finland was rare. Only 27 cases had been reported since 1980. However, in 1998 several indicators suggested a significant rise in the incidence of HIV seropositivity among intravenous drug users in Helsinki. The aim of this study was to estimate the prevalence of HIV infections among IDUs in the Helsinki area and try to determine the dynamics of the outbreak.   *Methods*: The prevalence of HIV and HCV seropositivity was studied using unlinked anonymous saliva samples collected from IDUs attending needle exchange programme in Helsinki September 1998. A subset of newly HIV-infected IDUs were interviewed to their social and economic status. Viral sequences derived from IDUs diagnosed HIV-1 positive during the outbreak were used to evaluate possible links to previously described epidemics.   *Results*: A HIV-1 seroprevalence of 3% and HCV prevalence of 63% was found among IDUs in the Helsinki area. Personal interviews suggested that the HIV-1 outbreak occurred in a subpopulation of IDUs characterised by severe social problems, unemployment, homelessness an crime. All HIV-1 sequences derived from newly infected IDU in Finland formed a tight cluster with low interpatient variation and were classified as representatives of the HIV-1 circulating recombinant form (CRF) AECM240. This strain is prevalent in South East Asia, but rare in Europe.   *Conclusions*: A CRF of HIV which previously has been rare in Western Europe, has been shown to be responsible for the current epidemic in the IDU population in Finland. The outbreak emphasises the unpredictability of HIV-epidemic in vulnerable populations. The low sequence variation found suggests a relatively fresh outbreak that has arisen from one point source introduction        P-385      **Molecular epidemiology of gastroenteritis associated with Norwalk-like viruses in Norway 1998--1999**   KIRSTI VAINIO, K. Stene-Johansen, A-L. Bruu, TØ. Jonassen and B. Grinde   ^1^National Institute of Public Health Postbox 4404 Oslo 0403 Norway        Norwalk-like viruses (NVLs) belonging to the Caliciviridae family are small nonenveloped ssRNA viruses. They cause epidemics of acute nonbacterial gastroenteritis in children and adults. These viruses are easily spread from human to human, and may cause both foodborne and waterborne outbreaks. NVLs are divided into genogroup I (GGI) and geongroup II (GGII) by nucleotide sequencing.  Several outbreaks of gastroenteritis were observed in Norway during November 1998--1999. During the epidemic period 405 stool samples were analyzed with calicivirus RT-PCR. Calicivirus RNA was detected in only 76 (18.8%) of the samples analyzed. Significant nucleotide sequence diversity among caliciviruses has made it difficult to develop a single diagnostic RT-PCR test for all of these viruses. Thus, 40 of the calicivirus PCR negative samples were reanalyzed using different PCR primers. However, none of the 40 samples were PCR positive. These results may indicate that the calicivirus PCR negative samples were true negatives, not a new variant that escaped detection by our diagnostic primers.  Forty NVL positive PCR products were analyzed by nucleotide sequencing. The NVL sequences were compared to each other, and to 4 prototype strains representing the two NVL genogroups. Our results show that both GGI and GGII were represented in patient samples. GGII was the dominating genogroup. In general, less sequence variation was observed between the isolates belonging to GGII than between isolates belonging to GGI. There was little sequence variation between the majority of the isolates circulating during the epidemic period.        P-386      **Non-B genetic subtypes of HIV-1 strains circulating in the Czech Republic**   JANA VANDASOVÁ^1^, Milan Reinis^1^, Marie Bruckova^1^, Marie Stankova^2^    ^1^National Institute of Public Health, Prague, CR^2^AIDS Clinical Centre, Faculty Hospital Bulovka, Prague, CR         *Objective*: It has been previously shown that subtype B is dominant in the CR. However, a number of HIV-1 genetic subtypes namely A, C, AE and F have also entered the CR. The aim of this study was to characterise in more detail HIV-1 non-B strains present in the CR.   *Methods*: Nucleotide sequences of env (covering the V3 loop of the gp120 protein) or gag (*p*17/*p*24 region) proviral gene fragments of selected virus isolates were determined by direct automated fluorescent sequencing. Genetic subtypes of the isolates were determined by phylogenetic analysis.   *Results* Sequences from 40 viral isolates were compared with reference sequences from the HIV-1 sequence database. The analysis revealed that 9 (22,5%) of the isolates were non-13; 7 of them were of subtype C, one A and one G.   *Conclusion*: HIV non-B subtypes represent relatively high portion of the HIV-1 strains circulating in the Czech Republic. Subtype C seems to be the second most abundant HIV-1 genetic clade. Subtype G isolate has been reported for the first time in this region.  This work was supported by the Internal Grant Agency of the Ministry of Health of the Czech Republic (Grant No. 5714--3).        P-387      **Influenza surveillance in Israel: evaluation of summer sero-epidemiological surveillance for prediction of winter morbidity**   NOEMI VARSANO, Virginia Levi, Roberto Azar, Miriam Katz, Ella Mendelson  Central Virology Laboratory, Public Health Laboratories, Ministry of Health, Chaim Sheba Medical Center, Tel-Hashomer, Israel        Influenza Surveillance in Israel is based on virus isolation from clinical samples collected during the winter season by a network of sentinel pediatric and adult clinics. In recent years we added summer seological surveillance against the expected next-season strains using the HI assay. Our objective was to try and predict the level of morbidity expected. Influenza A/Sydney(H3N2) served as a model. It was first isolated in June 1996 but appeared in Israel only in the winter of 1997/98. We began the serological surveillance in the summer of 1997 with average population immunity (Hl\>=40) of 13.8%, GMT=14.5. The isolation rate in the following winter was 23.7%, primarily from pediatric samples. In the summer of 1998 the average population immunity rose to 28.3%; GMT=19.9 (49.5--54%;GMT=21--24.5 in age groups 1--20y, and 15.620.5%;GMT=13--22 in adults).  In the winter of 1998/99 the isolation rate was 22%, again, primarily from children. The population immunity in the following summer rose to an average of 79.1%; GMT=80.9. In the winter of 1999/2000 the average isolation rate was 27.3% with increased morbidity and mortality rates among adults. The summer serological surveillance will be completed in August 2000. During the study years Influenza A/Sydney(H3N2) was the predominant strain. Influenza A/H1N1 and B circulated only sporadically. Our results showed that A/Sydney(H3N2) circulated for the first two years primarily among children while adults were not heavily affected apparently due to lower susceptibility. The higher morbidity rates in adults in the third season was probably due to an antigenic drift in the N gene of the virus and to their lower accumulated immunity compared to the children. We conclude that Influenza morbidity can be predicted to certain extent based on virological and serological data collected in previous years. However, more studies are required to determine the relationship between population immunity levels and morbidity rates.        P-388      **The prevalence of human Herpesvirus type 8 (HHV-8) infection in Kuwait**   ALEXANDER VOEVODIN^1^, EI-Shazly Anany^l^, Meng Yuan-Xiang^2^, A. Voevodin^1^, A. EI-Shazly^1^ and Y-X Meng^2^    ^1^Department Microbiology, Faculty of Medicine, Kuwait University P.O. Box 24923-Safat 13110 Kuwait   ^2^Centers for Disease Control and Prevention, Atlanta, USA        Human herpesvirus type 8 (HHV-8) is believed to be the etiologic agent of Kaposi\'s sarcoma (KS) and primary effusion lymphoma. It is also associated with multicentric Castleman\'s disease. The prevalence of HHV-8 infection in different geographic regions and ethnic groups varies significantly.  Nothing is known in this respect regarding Gulf Arabs. At the same time an unusually high incidence of posttransplantation KS in Saudis has been reported. We have surveyed, by nested PCR, DNA samples extracted from peripheral blood leukocytes either from 180 healthy Kuwaitis or from 120 Kuwaiti patients after renal transplantation, 60 CMV antigenemia positive and 60 CMV antigenemia negative. Three HHV-8 DNA positive samples were found, one from a healthy person and two from renal transplantees (one in each of the CMV antigenemia positive and negative subgroups). The HHV-8 from Kuwaiti renal transplant patients has been genotyped and proved to belong to genotypes II/C and I/A (according to Y-X Meng\'s and J-C Zong\'s classifications respectively). The genotyping of HHV-8 from the healthy Kuwaiti is in progress. Our data shows that the prevalence of HHV-8 infection in both healthy Kuwaitis and renal transplantees is low. The possible origin of HHV-8 in Kuwaitis will be discussed.        P-389      **Waterborne NLV epidemics in Finland**   CARL-HENRIK VON BONSDORFF, L Maunula, M Kukkula, N Kupiainen  HUCH Laboratory Diagnostics Haartmaninkatu 3, FIN-00290 Helsinki Finland        The dominant role of Norwalk-like caliciviruses (NLVs) in causing food and waterborne epidemics has become evident since diagnostic methods were available. The detection of waterborne epidemics is, however, difficult for many reasons. Firstly, the clinical disease is "mild" and thus rarely leads to visits to physicians. Secondly, the viral contamination of water is not necessarily connected to detectable signs in the water quality surveillance system presently used. Thirdly, the water samples are usually obtained too late and may not any more contain virus.  We have investigated waterborne epidemics for the presence of viruses during the years 1998--1999 in Finland. In this time there were altogether 14 such epidemics reported. Faecal samples from affected patients were obtained from all epidemics. In 11 of these causative micro-organism was identified: in 3 cases campylobacter sp and in 8 cases NLV caliciviruses. All together 7700 cases of illness were registered in these epidemics, 5200 in the calicivirus epidemics.  Water samples of one to two liters for viral studies were collected. In most instances they were taken at a late stage of the epidemic when the actual occurrence of cases had already subsided. One liter samples were concentrated to appr. 100 μl according to the method of Gilgen et al. (1997) as described (Kukkula et al, 1999). In this method the virus is bound to a positively charged filter, eluted and further concentrated in a microconcentrator. A single round RT-PCR for NLV caliciviruses was then performed and the Product identified using a set of oligoprobes (Maunula et al, 1999). Further identification was obtained by amplicon sequencing.  In four epidemics NLV\'s were detected from both water and patients, in three of these the virus was of genogroup 1, in one genogroup 2. In all instances an identical amplicon sequence of the NLV from both patients and water was obtained. In all four cases an apparent contamination route could be established; insufficient chlorination, leak of sewage line into water distribution line or flooding of surface water into the groundwater well.  Our findings prompt for improved surveillance systems for the quality of the drinking water. NLV\'s themselves, instead or in addition to the proposed RNA bacteriophages, might prove valuable as indicator organisms for (human) faecal contamination.   *References*:•Gilgen, M, Germann, D, Liithy, J and Hubner, P: Int Food Microbiol, 189--99, 1997•Maunula 1, Piiparinen, H, and C-H v.Bonsdorff: J Virol Methods: 83,125--134, 1999•Kukkula, M, Maunula, L, Silvennoinen, E, and C-H v Bonsdorff: J. Infect.Dis, 180, 1771--1776, 1999         P-390      **A nested RT-PCR for rubella virus suitable for both diagnosis and molecular epidemiology**   ANDREW VYSE, L. Jin  Central Public Health Laboratory Enteric, Respiratory and Neurological Virus Laboratory CPHL, 61 Colindale Avenue LONDON NW9 5HT United Kingdom        A reverse transcription-nested polymerase chain reaction (RT-PCR) method was developed for detecting rubella virus (RV) RNA using primer pairs in the El gene and used to screen a variety of clinical samples including throat swabs, saliva, sera and foetal tissue. The assay was shown to be sensitive with a detection limit of approximately 10 copies of target. With a second round amplicon 553 base pairs in length it is suitable for both diagnosis and molecular genotyping. Clinical specimens collected between 1994 and 1999 were tested by RT-PCR and 27 representative positive samples from the UK, Greece, China and Brazil directly sequenced. The nucleotide sequences of all viruses identified in this study were closely related, the greatest divergence being seen between those from China and Brazil (7%). Two strains of RV were detected in stored samples from the UK rubella outbreak in 1996. Foetal tissue from two pregnancies, terminated due to suspected CRS in 1999, tested positive by RT-PCR and were confirmed by direct sequencing to be a strain similar to that circulating in the UK at the time. The molecular epidemiology of RV using clinical specimens directly sequenced in  this study will be discussed.        P-391      **Detection and phylogenetic analysis of enterovirus sequences from Scottish blood donors**   JONATHAN WELCH^2^, Karen Jack^1^, Ben Searle^2^, Jack Gillon^3^ Lisa Jarvis^1^ Peter Simmonds^2^    ^1^Scottish National Blood Transfusion Service PCR Unit, Uni of Edinburgh   ^2^Laboratory for Clinical and Molecular Virology, University of Edinburgh   ^3^Edinburgh and SE Scotland Blood Transfusion Service, Royal Infirmary of Edinburgh         *Background*. Routine screening of blood donations for hepatitis C virus has enabled large-scale population testing for other potentially transmissible viruses. Enteroviruses are small non-enveloped RNA viruses which can cause a wide range of disease, from mild fevers and rashes to serious conditions such as flaccid paralysis, encephalomyelitis and myocarditis.   *Methods*. Plasma samples collected from blood donors were combined into mini-pools of 95 and tested by RT-PCR, using nested primers directed to highly conserved sequences within the 5′ untranslated region of the viral genome.  Nucleotide sequences obtained from enterovirus RT-PCR positive pools were compared with representative sequences from genbank.   *Results*. We detected enterovirus RNA in 19 out of 880 mini-pools tested (2.2%), corresponding to an incidence in the donor population of 0.023%, or one in 4400 donors. The region of the genome sequenced was relatively short and did not allow definitive identification of the enteroviruses present, however phylogenetic analysis of these enterovirus nucleotide sequences indicated that they fell into the human enterovirus -A and -B groups. One sequence shared greatest sequence identity with porcine enterovirus 9, not previously reported to infect humans.   *Conclusions*. The frequent detection of enterovirus RNA in blood donations indicates its potential transmissibility by transfusion of blood components. Although infection in immunocompetent individuals is frequently asymptornatic or causes mild febrile illness, persistent infection associated with severe and often fatal disease outcomes is observed in neonates and highly immunosuppressed individuals. The frequency of transmission and clinical outcome of transfusion of enterovirus-contaminated blood components in immunosuppressed and immunocompetent recipients should be investigated.        P-392      **Surveillance of respiratory pathogens and influenza-like illnesses in general practices in The Netherlands, winter 1999/2000.**   BERRY WILBRINK^2^, J.D.D. Pronk^1^, A.I.M. Bartelds^3^, J.W. Dorigo-Zetsma^1^, M.L.A. Heijnen^2^    ^1^Diagnostic Laboratory for Infectious Diseases and Perinatal Screening   ^2^Department for Infectious Diseases Epidemiology, National Institute of Public Health and the Environment, Bilthoven   ^3^Netherlands Institute of Primary Health Care, Utrecht, The Netherlands         *Background*: 43 General practitioners (GP) participating in a sentinel surveillance network register patients consulting them for influenza-like illness (ILI) weekly by age. The GP\'s collect nose/throat swabs from a random sample of their ILI patients and from patients with other acute respiratory infections (ARI) to provide insight in the etiology of ILI and other ARI in the general population. Methods: Swabs were analysed by virus isolation and PCR. PCR was performed for respiratory syncytial virus (RSV), rhinovirus, enterovirus, coronavirus OC43 and 229E and Mycoplasma pneumoniae. Preliminary results and conclusions Between week 40 in 1999 and week 12 in 2000 we received 305 swabs of which 231 (76%) were from ILI patients. In 170 swabs (56%) at least one pathogen was detected. In 21 swabs (7%) of the swabs a multiple infection was observed. Influenza viruses were detected most often (29%), followed by rhinoviruses (13%) en RSV (7%). Registration of ILI and detection of influenza viruses were in accordance with each other. However, in 27% of ILI patients other respiratory pathogens than influenza virus were detected and in 45% no pathogen was detected. PCIR improved the detection rate considerably.        P-393      **Prevalence of anit-GBV-C antibodies in risk groups in Serbia**   SONJA ŽERJAV, I Pešić, D Delić   ^1^CCS- Institute for Infectious and Tropical Diseases Bulevar JNA 16 1100 Belgrade Yugoslavia        The prevalence of GBV-C infection in patients with high risk of parental exposure is still controversial.   *Aim*: To evaluate the prevalence of GBV-C infection in different patient\'s groups with high risk parental exposure.   *Patients*: 93 patients, 61M (65.59%) and 32F (34.40%), mean age 39.42y (14--65) with risk of parental exposure: 1. hemophiliacs (HP) 16,2. polytransfused pts (PT) 9,3. hemodialysed pts (HD) 15,4. pts with organ transplantation (OT) 7,5. i.v.drug addicts (IV) 20,6. volunteer blood donors (BD) 24,7. Homosexuals (HS) 2. Serum samples were stored at -20°C before running the test.   *Methods*: Commercially available ELISA test for antibodies with E2 antigen of GBV-C (R&D) Systems, Mineapollis, USA).   *Results*: At all anti-GBV-C antibodies were detectable in 31 patients (33.33%). In the group of volunteer blood donors this antibodies were present in 2 (8.33%) and in patients with difference risk in 29 (36.70%).  The highest prevalence was observed in the group of OT patients, 57.14% and in HCV+IV, 53.84%. PT patients with 44.44%, HP with 37.5& and HD patients with 33.33% had the moderate rate of GBV-C prevalence. In the group of homosexuals GBV-C infection wasn\'t detected.   *Conclusions*: GBV-C infection is present in our population. Prevalence in our volunteer blood donors is higher than in other european countries (8.33%). Prevalence of this infection is high in all our study groups with risk of parental exposure and is in strong correlation with it\'s repetition numbers. So the highest prevalence is in organ transplanted patients and HCV+ i.v. drug addicts (nevertheless whether they are HIV+ or -).        P-394      **Evolution of the bovine viral diarrhea (BVD) viral population during persistent infection**   CARINE LETELLIER, C. Letellier, B. Couvreur, P. Kerkhofs  Veterinary and Agrochernical Research Center, 1180 Brussels, Belgium        Intra-uterine infection of the fetus by BVD virus before the development of the immune system often results in the birth of persistently infected (pi) calves, which are specifically immunotolerant against this BVD isolate. BVD presents a marked tropism for lymphoid and epithelial tissues. However, in pi cattle, the central nervous system (CNS) is an important location of viral persistence.  BVD virus is a member of the Pestivirus family. Because of the low fidelity of the viral RNA polymerase, random variants called quasispecies arise during viral replication.  On one hand, in a pi animal, the immunotolerance of the host favoured the maintenance of one antigenically conserved population of persisting virus. The CNS is, on the other hand, relatively protected from the immune system. During persistent infection, virus replicating in the blood and in the brain would thus evolve separately from a common ancestor.  The aim of this study was to analyse the evolution of the quasispecies in these 2 compartments. Therefore, paired leucocytes and brain viral populations from 2 pi animals which were infected with the same BVD isolate were analysed.  Two regions of the viral genome were studied. First, a part of the E1-E2 region containing the hypervariable region V1 was chosen. Indeed, E2 is the major target of neutralising antibodies. Second, a portion of the 5\'UTR region was used as it is part of the IRES and is thus submitted to structural constraints. RT-PCR fragments were obtained using a proof-reading enzyme and the consensus sequences were assessed by direct sequencing of the PCR products. The quasispecies complexity was investigated after cloning the PCR products and sequencing several clones.        P-395      **The incidence of Neonatal Herpes in The Netherlands**   M GAYTANT^1^, E Steegers^1^, P van Cromvoirt^1^, B Semmekrot^2^, J Galama^3^    ^1^Department of Obstetrics and Gynaecology, University Medical Centre Nijmegen, The Netherlands   ^2^Department of Paediatrics, University Medical Centre Nijmegen, The Netherlands   ^3^Department of Virology, University Medical Centre Nijmegen, The Netherlands         *Objective*. Investigation of the incidence of neonatal herpes in The Netherlands between 1992 and 1998. Methods. All virological laboratories in The Netherlands were sent a questionnaire on the number of culture proven cases of neonatal herpes, recorded between 1992 and 1998 and on the type of HSV (HSV-1 or HSV-2). The gynaecological and pediatric departments of all academic hospitals and of half of the general hospitals were sent questionnaires. Gynaecologists were asked how often caesarean section was performed in order to prevent neonatal herpes and how frequently pregnant women were seen with genital herpes. Paediatricians were asked how often they observed neonatal herpes, the type of HSV and the possible transmission-route.   *Results*. The incidence of neonatal herpes in the Netherlands in the period 1992 to 1998 was 2.7 per 100.000 neonates. HSV-1 was the cause of neonatal herpes in 73%, HSV-2 in 9%, and in 18% of the cases the type of infection was not recorded. The number of pregnant women with genital herpes was increased, but, in agreement with the consensus, the gynaecologists hardly perform caesarean sections anymore to prevent neonatal herpes (2 per year).   *Conclusions*. The incidence of neonatal herpes in the Netherlands has not increased. Our results did not show an increased role of HSV type 2 causing neonatal herpes.        P-396      **Herpes simplex virus type 1 and type 2 Seroprevalence among pregnant women in The Netherlands**   M GAYTANT^1^, E Steegers^l^, Y Poort^1^, J Groen^2^, J Weel^3^, J Galama^1^    ^1^University Medical Centre Nijmegen   ^2^University Hospital Rotterdam   ^3^Academic Medical Centre Amsterdam         *Objective*. Determination of the seroprevalence of HSV-1 and HSV-2 among pregnant women. Materials and Methods. Type-specific ELISA: MRL diagnostics, Cypress, Ca (FDA registered). Samples: 1507 sera from pregnant women, 496 from Amsterdam, 513 from Nijmegen and 498 from Rotterdam. Information on country of origin was available. Results. The seroprevalences of HSV-1 and HSV-2 are presented in the table.1SeroprevalenceTotalDutchForeignregionNHSV-1HSV-2HSV-1HSV-2HSV-1HSV-2(%)(%)(%)(%)(%)(%)Nijmegen513(446)\*61115988313Rotterdam498(254)752762308824Amsterdam496(258)\*733556268848150769.524.459.019.987.332.5[^1] *Conclusions*. Geographical differences in seroprevalence are found. A high prevalence of HSV-1 in Amsterdam and Rotterdam is attributed to a high prevalence among women of Meditarenean or Caribbean origin, who represent about half of the subjects in the samples from these cities. The prevalence of HSV-2 is also higher in Amsterdam and Rotterdam, which may be attributed to their international orientation.        P-397      **Diagnosis of Enteroviral Meningitis by using PCR and cell culture**   SIBEL DEGIM HORASANLI, Salih Türkoglu, Gü1den Y Imaz, Selim Badu  Istanbul Faculty of Medicine, Department of Microbiology, Istanbul, 34390, Turkey        Enteroviruses (EV) of picornaviridae family are important human pathogens. Neurological infections with the nonpolio enteroviruses are common and important causes of morbidity in both children and adults. Distinguishing enterovirus related infections from those due to bacteria or other viruses is important for prognostic, therapeutic and epidemiological purposes.  In this study, the cerebrospinal fluid (CSF) and additionally pharyngeal swab in 10 cases of 50 children with mean age 46.5 (2--132) month, which have been diagnosed with aseptic meningitis, have been evaluated in terms of enterovirus existence. The EV existence has been investigated via conventional cell culture method and nested PCR method and the results have been compared. In 9 cases of 50 children (18%) EV has been produced in the cell culture. On the other hand, in 15 CSF samples (30%) the EV existence has been demonstrated by using PCR method. In 6 (12%) CSF samples, which PCR were positive, EV were not produced in cell culture. Among the 10 pharyngeal swab sample EV has been produced in 5 samples by cell culture. Also in these cases EV existence has been demonstrated by PCR in CSF samples. PCR was not performed in pharyngeal samples. Comparative sensitivity of PCR to the cell culture has been found as 100% and specifity is 85%. Positive predictive value and negative predictive value of PCR has been found 85% and 100% respectively.  In conclusion; our study showed that the PCR is faster and more sensitive than conventional cell culture method in the diagnosis of enteroviral aseptic meningitis.        P-398      **Detection of Rhinoviruses in Nasopharyngeal Aspirates by RT-PCR assay**   CHRISTOPH STEININGER, Stephan W. Aberle, Theresia Popow-Kraupp  Institute of Virology, University of Vienna, Kinderspitalgasse 15, A-1095 Vienna        A nested RT-PCR for amplification of rhinovirus (RV)-RNA in nasopharyngeal aspirates (NPAs) has been developed and used to test NPAs from more than 500 patients presenting with acute respiratory tract infections during autumn and winter epidemics 1999/2000. The development of a RV-RNA specific RT-PCR was complicated by the close homology between RV and enterovirus (EV) genome in the highly conserved 5′ non-coding region, chosen for primer design. This potential co-amplification was prevented by primers with mismatches at the 3′ terminus to EV-RNA combined with a minimum extension time. The RT-PCR results were compared with those obtained by virus isolation in tissue culture.  RV-RNA was detected by nested RT-PCR in all of 52 samples that were positive by virus isolation, as well as in 124 of 367 samples negative by virus isolation. Enteroviruses (EV), adenoviruses, respiratory syncytial virus, corona-, influenza- and parainfluenzaviruses, clinical isolates as well as stock virus, were not amplified in our RV-specific RT-PCR indicating a high specificity of our assay. A processing time of less than 2 days in RT-PCR was opposed to a time demand for virus isolation by tissue culture of up to two weeks. Additionally, in 35.8% (199 of 556) of all samples RV could be detected only by RT-PCR.  These results indicate that nested RT-PCR is more sensitive than conventional methods for the detection of RV in patients experiencing acute respiratory tract infections and represents the only reliable tool for the confirmation of clinically suspected rhinoviral infections. The close homology to EV as culprit for low specificity and feasibility could be mastered and consequently our new RT-PCR assay provides a feasible, specific and reliable diagnostic tool. This seems especially important in the light of arising opportunities for therapy.        P-399         **Presentation of two C.C.HF cases in Shahrkord**   I. KARIMI, M Moshtaghi  ESFAHAN Medical School, Shahrkord, Iran        Crimian Congo hemorrhagic disease is an acute febrile disease with hemorrhage. This disease was first Reported in crimea region of the former U.S.S.R which is transmitted by tick and is a zoonosis which also can be transmitted by blood products nosocomially. The aim of this paper is to present a male patient who was an emergency officer at a hospital in Shahrkord, he was suffering from fever, malaise, myalgia and petechial rash. The result of laboratory investigation were, th rom bocytopen ia and leukopenia. Serum was send to W.H.O office in Geneva to be confirmed of C.C.HF and other H.fevers.Serum antibodies were negative for Marburg, Ebola, Lassa fever, Rift Valley fever and Hunta virus, but positive result were obtained for C.C.HFever virus. Using Elisa technic, IgG an IgM antibodies to C.C.HF were obtained. Fortunately the disease was not fatal and patient recovered after two weeks. The wife of the patient became ill one week later, she complained of restlessness, drowziness, bleeding in mucous membrane and subcutanous tissue and vaginal bleeding and in this case unfortunately the disease was fatal. The same investigation performed, serum was positive for IFA to IgG and IgM titre and negative for other hemorrhagic disease. Overall, it seems this viral hemorrhagic disease(C.C.HF) is not uncommon in some areas of IRAN, more research and investigation should be under consideration.        

[^1]: ^1^\* Dutch origin (number)
